[Abstract] To investigate the establishment and consequences of host-microbe interactions, it is important to develop controlled infection assays suitable for each system, as well as appropriate methods to evaluate successful infection and its associated effects. Here, we describe a procedure for bacterial inoculation of soybean plants, followed by the assessment of systemic infection and impact on plant fitness. Soybean (Glycine max) seedlings were mechanically wounded using a device that mimics insect herbivory and inoculated with known cell numbers of Burkholderia gladioli bacteria previously isolated from an insect host. The impact on the plants was evaluated by monitoring changes in height, time to flowering and chlorophyll content during plant development, and by quantifying seed production in comparison to plants inoculated with sterile water. The presence and proliferation of bacterial infection were examined in tissues from developed plants using quantitative PCR and fluorescence in situ hybridization (FISH).
3. Prepare three dilution series from 10 -1 to 10 -7 in 1.5 ml reaction tubes using sterile tap water (i.e., three times seven dilutions).
4. Measure optical density (OD600) of each sample three times, and plate 50 µl per sample on Petri dishes containing King's B medium agar. 7. Generate a calibration curve using a linear regression of OD600 in relation to CFU count. 3. Measure the chlorophyll contents on three different spots of each wounded trifoliate leaflet every second day (triplicate measurements, not on the infection area) by using a chlorophyll meter SPAD-502Plus.
4. Count the total number of seeds from all pods 38 days after infection. 1. Cut pieces of leaflets (approximate area 1 x 1.5 cm) from different areas of each plant (see Figure 1 ) with sterile forceps and scissors and divide each sample into halves. www.bio-protocol.org/e2663 ) of the Cy3-labeled Burkholderia specific probe Burk_16S (Table 1) 
